Strain construction and confirmation.
Construction of pIJ12149:
A 759 bp PstI/BamHI DNA fragment containing rpsL was subcloned from cosmid StD40A in pBluescript II KS(+) digested with the same enzymes, and used for in vitro directed mutagenesis using QuikChange® Kit (Stratagene) and the oligonucleotides a43g_c52t/a43g_c52t_antisense, designed with the web-based tool "QuikChange® Primer Design Program" provided by Stratagene. After identifying a mutant clone by sequencing, a 3978 bp BamHI/NotI fragment containing the region downstream of rpsL, and a 6090 bp NotI/PstI fragment containing the region upstream of rpsL, were cloned from cosmid StD40A into the mutant clone to provide sufficient flanking homology for efficient recombination. Finally, the aac(3)IV-oriT cassette from pIJ773 was inserted into the construct with EcoRI/HindIII, yielding pIJ12149.
Construction of pIJ12150:
A 13166 bp PstI fragment containing rpoB was subcloned from cosmid StD40A in pBluescript II KS(+). The aac(3)IV-oriT cassette from pIJ773 was introduced upstream of the putative promoter of rpoB by PCR-targeting with primers rpoB_RDT1 and rpoB_RDT2 (Gust et al., 2003; Gust et al., 2004) . Desired clones were confirmed by PCR with primers rpoB_TST1 and rpoB_TST2.
Construction of pIJ12151:
A BamHI/PstI 4825 bp DNA fragment containing rpoB was subcloned from cosmid StD40A in pBluescript II KS(+) and used for in vitro directed mutagenesis using QuikChange® kit (Stratagene) and the oligonucleotides c1633t/c1633t_antisense, designed with the web-based tool "QuikChange® Primer Design Program" provided by Stratagene. After identifying a mutant clone by sequencing with oligonucleotides rpoBmut_tst1 and rpoBmut_tst2, a 3496 bp NotI/MluI fragment containing the region upstream of rpoB was cloned from cosmid StD40A into the same sites of the mutant clone, providing sufficient homology for efficient recombination. Finally, the neo-oriT cassette from pIJ776 was inserted into the construct with EcoRI/ClaI, yielding pIJ12151
Genomotyping with Affymetrix arrays. Genomic DNA was isolated from M145 and M1146 using a phenolbased method (Weaver et al., 2004) and from M145 and M1154 using a salting-out procedure (Kieser et al., 2000) . Both methods gave equivalent labeling efficiency. Labeling was performed with BioPrime DNA Labelling System Kit (Invitrogen) using a modified protocol: 60 l of 2.5X random primers were added to 300 ng of DNA dissolved in 72 l water, the DNA denatured at 98 ºC for 10 min, followed by cooling to 4 ºC for 10 min; 15 l 10X dNTP mix and 3 l Klenow (40 U/l) were added and the mixture incubated at 25 ºC for 18 h (all previous incubation steps were performed in a thermocycler); DNA was precipitated by adding 15 l sodium acetate 3 M pH 5.2 and 400 l ethanol -20 ºC, followed by incubation at -80 ºC for 1 h, and centrifugation at 13000 rpm at 4 ºC for 1 h; the pellet was washed with 70% ethanol in water, air dried for 10 min, and re-suspended in 110 l of water. Labeling quality control was performed using a gel-shift assay: For a positive control, 5 l of labeled product were mixed with 2 l of 2 mg/ml NeutrAvidin; for a negative control, 5 l of labeled product were mixed with 2 l water; both were loaded immediately onto a 2% agarose gel in TBE buffer (Sambrook et al., 1989) and run at 99 V for 15 min. Affymetrix chip hybridization, washing and scanning was performed as described (Hesketh et al., 2007) . Raw data files (CEL files) were loaded into GeneSpring 7, processed with the RMA algorithm and "per chip" normalized to the 50th percentile. M145 versus M1146 genomotyping was performed once, while M145 versus M1154 genomotyping was performed three times. Normalized intensities were displayed on a scatter-plot, with M145 and derived mutants along the X and Y axis, respectively (Fig. S1 ). We chose a two-fold threshold to identify differentially represented genes. Deleted genes were used as negative controls and the fragments used for homologous recombination as positive controls. All of the positive controls were within the +/-two-fold threshold, while most of the negative controls were well below the two-fold threshold. The higher than expected ratio of some of the negative controls is thought to reflect cross-hybridization with other regions of the genome. For example, while several deleted genes from the cda cluster gave higher than expected intensities, Southern blotting and hybridization with a probe comprising the deleted genes confirmed their absence, but also identified cross-hybridising DNA fragments from elsewhere in the genome (Fig. S1C) . All of the probes representing non-deleted genes grouped along the diagonal, within the +/-two-fold threshold, indicating that no gene deletions other than those expected or extraneous gene amplifications had occurred during strain construction (Fig. S1A,B ).
Supporting information from Gomez-Escribano and Bibb, 2010 In green, positive controls (fragments used for homologous hybridization); in red, negative controls (deleted genes); in grey, rest of the genes; diagonal lines from top to bottom, two-fold increase in intensity, 1:1 ratio and two-fold decrease in intensity. C Southern blot of digested DNA from M145 and M1146 hybridized with a probe derived from some of the genes deleted from the cda gene cluster that gave higher than expected intensities upon genomotyping. The expected fragments are detected only in M145 and not in M1146, while several cross-hybridizing fragments are observed in both strains.
Fig. S2. Growth and differentiation.
A Growth and sporulation on SFM agar medium. Plates were scanned from above (top row) and below (bottom row; the image was inverted horizontally for easier interpretation) at the indicated times. Note the delayed growth and reduction in spore pigmentation in M1152 and M1154. B Antimicrobial activity detected in M145 but not in M1154 GYM culture supernatants. Figure 3 for chloramphenicol (CP) (Fig. 3A) and congocidine (CGC) (Fig. 3B) production. Strains were grown in liquid GYM medium inoculated with pre-germinated spores (chloramphenicol gene cluster) or with mycelium from a seed culture (congocidine gene cluster). 
